Abstract We developed 18 new microsatellite loci for the endangered Egyptian vulture (Neophron percnopterus). Microsatellite loci were screened for variation in two different populations belonging to separate subspecies: the nominal N. p. percnopterus and the Canarian N. p. majorensis. Mean expected heterosygosities were respectively 0.51 and 0.46, while the mean number of alleles per locus was 4.7 and 3.9. These new markers allow further genetic studies for the endangered Canarian Egyptian Vulture.
subspecies (N. p. majorensis), and it is heavily threatened by human-induced mortality. Due to its small size, it may also face the risks of inbreeding (Donázar et al 2002 , Kretzmann et al. 2003 . Here, we describe the isolation and characterisation of 18 microsatellites loci for conservation genetic analyses of the species. The development of species-specific DNA markers will allow the genetic characterisation of the surviving populations, the estimation of the possible levels of inbreeding, the genealogical relationships between individuals and the degree of gene flow between populations.
We constructed an enriched genomic library as described by Glenn et al. (2000) . DNA extractions were performed from blood samples and approximately 10 lg of high molecular weight DNA was isolated by phenolchloroform extraction (Sambrook et al. 1989) . Simultaneous restriction-ligation of genomic DNA was carried out using the RsaI restriction enzyme and double stranded linker-adapted primers according to Hamilton et al. (1999) . Ligated DNA was enriched with a biotin-labelled probe mixture consisting of (GT) 10 and (CT) 10 at 10 lM each. DNA fragments with repetitive sequences were then selectively captured by streptavidin-coated Dynabeads (Oxoid) and separated by a magnetic field. Enriched DNA was eluted in 200 ll dH 2 O from the magnetic beads and concentrated by vacuum centrifugation to a final concentration of *100 ng/ll. DNA was then reamplified by polymerase chain reaction (PCR), purified and ligated into a cloning vector using pGEM-T Easy Vector II (Promega). A total of 750 positive clones were screened and checked for inserts using ABI PRISM BigDye Terminator Cycle kit (Applied Biosystems) and resolved on an ABI 3100 Genetic Analyser (Applied Biosystems). Primer pairs for 88 potentially usable microsatellite loci were designed using the software package Primer3. Polymorphism was . Reaction conditions were as follows: an initial denaturation step of 5 min at 95°C, 6 cycles consisting of 45s at 92°C, 45s from 48 to 56°C depending on each microsatellite, and 45s at 72°C followed by an additional 22 cycles consisting of 30s at 92°C, 30s from 52 to 58°C according the marker and 30s at 72°C (Table 1) . Microsatellite variability was assessed in 30 individuals from Fuerteventura Island (Canary Island) and 30 from the Navarra population (north of Spain). Individuals were genotyped by assessing allele size on an ABI 3100 Genetic Analyser (Applied Biosystems) using forward primers labelled with FAM (Sigma) and NED, PET and VIC (Applied Biosystems). Allele scoring was carried out using the GENEMAPPER software version 3.5 (Applied Biosystems). The program MICROCHECKER version 2.2.3 (van Oosterhout et al. 2004 ) was used to identify possible null alleles, large allele dropout, scoring error due to stutter peaks, and possible typographic errors. Deviations from Hardy-Weinberg equilibrium, heterozygote deficits and linkage disequilibrium were tested using the program GENEPOP 3.4 (updated version 1.2 described in Rousset and Raymond 1995) .
The presence of null alleles was detected for two loci (Np166 and Np244). These two loci showed deviation from Hardy-Weinberg Equilibrium after correction for multiple tests in the Canarian sample, but only the Np166 in the Spanish sample, together with the Np238. A single pair of loci was significantly linked in both samples after correction for multiple comparisons (Np302 and Np39 P \ 0.00001). Thus, in the final analysis, the less polymorphic marker (Np302, Acc.No: EU195846) was excluded. Three of the 22 amplified microsatellites were monomorphic in both populations (Np122, Acc.No: EU195849), Np175 (Acc.No: EU195857) and Np240 (Acc.No: EU195853) and thus, also excluded.
The mean numbers of alleles per locus for the two sampled populations were 4.7 and 3.9 and the mean expected heterosygosities were 0.51 and 0.46 (Spanish and Canarian respectively) ( Table 2 ). The apparently lower values of heterozygosity and number of alleles found in the Canarian Island suggest that this population may suffer inbreeding depression as previously proposed (Kretzmann et al. 2003) . 
